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mmm 

K*JU^ 3 7x7 H 1rJI> 7 7 * - if ft ft ft II 5 

{fc£!fe<D&?i;:££ftfI&-f 3. 

ftT-SJn&SlJtUTBflSSSttTv^ (The role of Tamoxifen in Breast 
Cancer ; Iacobelli, S.b . Raven Press. NY. 1982 ^) o XfP-f F*^ 

. (androstenedione) b X X h O > (estrone) I;257a7^-{f 
(aromatase) 31 & <h X a h □ > - If )17 x - h (estrone-sulfate) b X 7, 
h □ > (estrone) C V» fc 5 * ^ 7 7 9 - t? (sufatase)M tt£**»&*lTH 
5. *-0«fe. 70T*--t'j&SSft#D;i5 H £TXa h o >£&s£ft& 

US [Cancer Res., 50, 6949 (1990) ; J. Steroid Biochem., 44, 61 1 
(1993) ; ®m¥ 4-502261] * 7 □ T 9 ~ if ft fi^ ft * A L ® 8£ ft ^ - 

[Cancer Res., 55, 3077 (1995)] #|§SnTt»5. 

UfrUfctfb. Xxo-f h**;l^>±£j&&0$#r$r£^>I®"9~3K 
QtlT. 7 civ 0 , 7s-r 0< K it 7 7 ^ -ifilSS©^^ 

ttfc [J. Clin. Endocrinol. Metab., i£, 29 (1984) ; Ann. NY Acad. Sci., 
464 . 126 (1986) ; J. Steroid Biochem., M, 155 (1989)] » 
XrP'f K+J-;i/7 7*-if£Ov>T«:. Xra<Hij;U77^--tfft 
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*P«ftStlTV»* [Steroids, 5_S_, 106 (1993) ; J. Steroid Biochem., 4&, 523 
(1994) ; J. Steroid Biochem., S2, 41 (1996) ; Biochemistry, 3_£, 2586 
(1997)] . fl-BMfctfTSMiSttjE ttTtt&< , *^*>tt#tt© 

iz©&&^J££3£, ffiT5:tfc«fSnTt>5 [J. Steroid 
Biochem., Si, 83 (1996) ; Cancer Res., 5J7, 702 (1997)] . £tz, 7 x □ < 
Klr;i/7 7 ^-ifilfe^ KCH>Ttt. t h & * © t> ©tffci 6 tlT H 5 
[J. Biol. Chem., 22, 13865 (1989)]» 

7RTMft£fflHfcJS8**tt. BflE©£K:*HT + fl'Tt4fcH. Sfc, £ 
B©*»fcifiH*£LT, »tt 5 nTU*. 

% IB © H 5* 

*«9m, H-b-;w7 7^--i?«e : F*»AUfcfflj!a©itji* 

Z t mm ttZZTUf F1TJU7 7 ^--tflS#3?IJ©^^73fe 

CHt5. £6tci¥L<te, 7xD-f Kir;U7 7 ^-ifJte^- $IAL 

fcaiigc. »3R-r^tfl:^«!*f^ffl*"&, M§i*fl!£©titt*iifM©*£$ 

KfflKS©*«ii|llH ©*££«£?-* d £ (3=t 0 Klr;U7 7 7- 

•tfi!iS3!i££jR"f 5#8i;:H-r*. ^ tc, *B9U4. 

«kDft6ft**xn< Ftf^77*-HfMfflfcHT*. fit. IS*0© 
7x Hlr;V7 7^--t?ia#3Br4±E©*56W©-»fllT**^T-P 

-r ^17^7 7 ^— tfiasaj: onions. 



2 



WO 99/50453 



PCT/JP99/01546 



t> L< tt#jbDLfc7S >>KEai£#U ^OXxO-f FU-;U7 
EftfcWtStfU 17? - HTSlfifU^lfsns. 
sSU^^f H©tt57S ^-ii^±0 7 5 7&#K£. 

-'£i£tt££"f5# l Jl:7*?R;l, Nucleic Acids Research, 1_0_, 6487 
(1982), Proc. Natl. Acad. Sci., USA, 79, 6409 (1982), Proc. Natl. Acad. 
Sci., USA, &L 5662 (1984), Science, 224, 1431 (1984). WO85/00817, 
Nature, 31£, 601 (1985), Gene, 34, 315 (1985). Nucleic Acids Research, 13, 
4431 (1985). Current Protocols in Molecular Biology, 8 $, Mutagenesis of 
Cloned DNA, John Wiley & Sons, Inc., 1989 $ \Z 12 ® O 7j & H ¥ D T 99 

? h**D- HTSae^ ORftfif! t LTtt. flIAtf, 2 T?« 3 

flS&SMSr'a'tf DNA, g-fcttCtlfc DNA fc 7 h U > ->* x > 
frTTA-f 7U *W XL. frozf-uj h*tr;W7 7^-fi5tt&ft5 

# u i 7? h « □ - h r * dna mwm vf sns. 

±127 h U >-7x> h&fcfrTT/W 7'J ^ X?I1SB& DNA £tt. 
77D^Hlf^77^-1:gtt£^t3tfUl7?F£3-h*T5 
DNA $:7°o-7*t IT, 3 oz- • /\< 7'J ^<f-y a >S, 75 
-7 • /\<7U ^W-fe*-->a >S£3 H ttthif >7o y h • A<7U y 
a >tt#*fflV»6CtCJ:0#6n* dna£*#1-3. 

-ftffl^T» 0.7~l.0M©ift<t^ h U 7A#£T. 65t:TA<7Uy< 
•fe*-->3 >*fTofc«. 0.1~2fg2igtf> ssci&ifc (lfg^SOSSC^ 
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&<D®.f&te> 150mM h U ^A, 15mM ^I>lt h U "7 A «fc 0 

&5) 65t;&#TT7^;i^-£ft#-f £C<hlCJ;oTI3£T; 

DNA (DlgSE^Ji^^ < t h 60%&±(Dttm&ZGtZ> DNAs jifS L 

Htt£*rT* DNA^^^tf ana. 

AT" 7*U ^< "t? v' 3 y k£ > Molecular Cloning, A Laboratory Manual, 
f£ 2 US* Sambrook, Fritsch, Maniatis fl^l, Cold Spring Harbor Laboratory 
Press, 1989 3= (EIT, Molecular Cloning M2)S<!:B§I2TS) IHCfBtS 

UtttfffittasK&anrfc* c tmsnT* o [ceii, ai, 271 
(1998)] . ^(om^itm^mmtvxmmmm^mu^. mzmf&ti 
xm^ ibftzWityMmt i/Tii, ^T^naia, hbt5637 
si aa 63-299) . cosine, cos7mia, chosbas^m ens. s 

MCF-7 [Int. J. Cancer, SI, 119 (1993)] . T47D [J. Clin. Endcrinol., 55, 
276 (1982)] . Ishikawa ft [j. Steroid Biochem., 24, 85 (1986)] H 
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XfD'f Ft^7 7 ^-iiite^ £i£¥T-£S{4fitC. 7° □ ^ - - £ 
t^l/t^StiO^IBtr^fti. #J;U2\ pcDNAI , pcDNA3> pcDM8 

(£ fe£ Invitrogen ft 13) . pAGE107 [ ft H ¥ 3-22979 ; 
Cytotechnology, 3, 133 (1990) ] » pAS3-3 (# &8 ¥ 2-227075) . pCDM8 
[Nature, 32£, 840 (1987)] , pcDNAI/Amp ( Invitrogen ft §! ) . pREP 
(Invitrogen ft§3) . pAGE103 [J. Biochem., 101, 1307 (1987) ] V *** 

if 6 n s . 

fef^sn*. $«*.«:, +k h ^^0-7^ (t h cmv) 01E 

(immediate early) iHS? <D 7° □ € - 9 - . SV40 © £0 ffl 7° □ =E - £ - . 
-h-/a^7"D€-J-, SRa 7° □ * - * - «5 

t h CMV© IEjte^CDX>/\>1r-$7'D ; &-^-i*tCffl^T : bck 

1/-/3>S [Cytotechnology, 1, 133 (1990)] > U > ft 77 Jl/ > "7 A & 
(4f!»¥ 2-227075) . U^7x7->3>S [Proc. Natl. Acad. Sci., USA, 
£4,7413 (1987)] l0jft$fflH5:t^Tf 5. ^MS£&lfflJ!§0Ifcf# 
*5 «fc #8 * tt , ¥fffl¥ 2-227075 2-257891 # £ $S 

£&»lft£lS±£L.Tfflv> Baculovirus Expression 

Vectors, A Laboratory Manual, W. H. Freeman and Company, New York, 
1992 ¥. ; Current Protocols in Molecular Biology, Supplement 3.8, 28, 
Unitl6.9, 16.11, John Wiley and Sons, New York, 1995 ^ ; Bio/Technology, 
L 47 (1998)^tS5*$nfc*feC«J:oT. XtD^ K )V 7 7 * - if 

IPS. Xra-r FtJ-;i/77*- 
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R2Ti£lC*5HTfflV*&ftS^**-fcUTH:. pVL1392. 
pVL1393> pBlueBacIII ( £ fc £ Invitrogen &S3 ) • * t ffiV»&*l3. A** 

377^577 • *'J7*iH* • * £ 1/ 7 - - ^'JAFDyZ • 7 
-i )IX (Autographa californica nuclear polyhedrosis virus) f $ffl^5ui 

UTffl^SSAaBlfit LTH, Spodoptera frugiperda <Q 93 M » 
)!& T -5 Sf9> Sf21 ( Baculovirus Expression Vectors, A Laboratory 
Manual, W. H. Freeman and Company, New York, 1992 ^p) . Trichoplusia 
jU_<D$mMMT"fo 5 High5 (Invitrogen tt«) * £ ffl ^ § - t tfiT # * . 

y^ft (4* 13 ¥ 2-227075) . U#7x*->a>i* [ Proc. Natl. Acad. 
Sci., USA., 84, 7413 (1987)] 6 tlS. 

YEpl3 (ATCC37115 ) . YEp24 (ATCC37051 ) . YCp 
(ATCC37419 ) 3? *r ffl Z. t tfi T t § . 

fcffl^btlS. fll&tf. PH05 7'D€-?- 1 PGK7'ot-^- 1 GAP 
•fU*-?-, ADHynt-^-, gall 7°0 ; E-^-. gallO^O^:- 
* - , k-h->3-^I6S7'D ; E-^-, MFal 7* □ * - * - » 

cupi 7 , Dt-^-*o7'D?-^-*titf e>ns. 

k*->X (Saccharomvces cerevisiae) , v V*+r y fj □ 5 -fe 7. • # > ^ 
( Schizosacch aromvces pombe) . 7 l J:i'f'<D5-fe7'7£f-7 
( Kluyveromvces lactis ) » h 'J D 7 $ □ > • 7° y > X ( Trichosporon 

pullulans ) . v 3. 7 — X 5 t 7 • 7)1 ¥ 7 7 ( Schwanniomvces 
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alluvius ) H^*§§tfbtt5„ 

& [Methods. Enzymol., 1M, 182 (1990)] . 77iDy77hS [Proc. 
Natl. Acad. Sci., USA., Si, 1929 (1978)3 , SIUf^AS [J. Bacteriol., 
153, 163 (1983) ; Proc. Natl. Acad. Sci., USA., 75, 1929 (1978)] ^tfiM ^ 
b tl2> . 

<FtJP77^-t^3-h*t5 DNA. fc¥»J|gE5»J«J: OfcfJiSnT 

LTtt, $I;U£, P BTrp2> pBTacK P BTac2 ( t & C 
<-'J>A'-7>/\^AaS) . P SE280 (invitrogenftg!) , pGEMEX- 
1 (Promega ft It) . pQE-8 (QIAGENft®!) , pKYPIO (#HB§58- 
110600) . P KYP200 [Agric. Biol. Chem., 48, 669 (1984)] , pLSAl 

[Agric. Biol. Chem., 52, 277 (1989)] . pGELl [ Proc. Natl. Acad. Sci., 
USA., 82, 4306 (1985)] , pBluescript ( STR ATAGENE & IS ) . P Trs30 

(FERM BP-5407) » pTrs32 (FERM BP-5408) , pGHA2 (FERM BP- 
400) . pGKA2 (FERMB-6798) . P Term2 (& 81 ¥ 3-22979. *H^fF 
£ 4686191 *1. *m¥f¥f%i 4939094#. * H 5160735 * ) , 
pKK233-2 (Pharmacia ft SI) , pGEX (Pharmacia ft IS) . pETv^f 
A (Novagen ftfi) . pUBHO [ Recombinant DNA Techniques (1983), 
Addison-Wesley Pub. Co.lIfHffc] » pSupex H V> b tl £ . 

ntfWtlT?t>fflV»6*l5. fljttf. tm 7*0^-*- (Ptr^) . iac 7* 
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U=t-9- (Piac) . PL^Dt-j'-, Pr^O^-^-v Pletl 7° □ t 
Pse^d^e-*-^©*!!^? 7- ^^ICftStS^Dt- 
SPOl 7°0 ; E-^- < SP02 7° penP 7° O * - * - $ 

tfffl^fcttS. Sfc, Ptrp_£ 2 ^MS-rjrfcT'Dt-?- (Pm»2) , 
itt_7*n =£--*-©«£ 5 fcAfcttfcttlK r&g £ ttfc 7° o =E- $ -m t> 

'J#7-A*S£E?»JTfc*v*-r (Shine-Dalgarno) SE 

5HtB»3 K>i©ISl£SM5fcaj* (0»;ttf6 ~ 1 8&g) fcWfiiLfc 
7° 7 X S y K £ L < ffi^ b tlS . 

iii&nt)*i'ciia:mj«. *aae-?©itTJiG¥»iiE5«i*E«r 

Escherichia coli XL1-Blue> Escherichia coli XT .2-R1hp.. Escherichia coli 
DH1> Escherichia coli MClOOtK Escherichia coli KY3276. Escherichia 
coJiW1485, Escherichia coli JM109, Escherichia coli HB101, Escherichia 
£SlliNo.49. Escherichia coli W311fh Escherichia coli NY49> Serratia 
marcescene OUT8259. Pseudomanas putida ATCC12633> Bacillus subtilis 
ATCC33677, Bacillus amvloliquefacines. Brevibacterium ammmoniagenes > 
Brevibacterium immariophilum ATCC1 4068. Brevibacterium 
saccharolyticum ATCC14066. Brevibacterium flavum ATCC14067> 
Brevibacterium lactofermenturn ATCC13869, Corvnebacterium glutamicum 
ATCC13032, Corvnebacterium acetoacirinphilnm ATCn387fh 
Microbacterium ammoniaphilnm ATr.n<ttSd m fit ffl H^5#, 
Escherichia coli XLl-Blue, Escherichia cnli XL2-Blue> Escherichia coli 
DH1, Escherichia coli MC1000 « ififf £ L < ffl V> b tl S . 
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>£fflV>3;£& [Proc. Natl. Acad. Sci., USA., 6£, 2110 (1972)] . 7nh 
7^7 h£ [^^BS 63-2483942; Gene, 17, 107 (1982) ; Molecular & 
General Genetics, 168, 111 (1979)] *®;&8c;dtfl!fc>&ft&. 

Molecular Cloning % 2 Ji£^> Current Protocols in Molecular Biology, 
Supplement 1~34, John Wiley and Sons, New York, 1995 £ I2i£ $ tl 
fc*ft*jairi5:t#Tt5. MM*, gfctt DNA#jS?|||| 

T, Xfo-f 7 9-M*n- K"T§ DNAfcJSfcU 8&nfc 

XxO< K^;k7 7^-l?*3-Kt5 DNA ££tf DNA $tH" £ < 585 

7 * - ± H □ - KS*lTVJ*T-*-afi^o«tto56at^xO< H 
ir^7 7 t?iStt©ffl±fc»*»HT 5. XfD^ 7 
tt©aije^Fffitt» Reed"i©^ffi [ Int. J. Cancer, 50_, 901 (1992)] (C*P C 
Tff -5. 

-$K»ltl&llB&CDig*ffl tLTffflSnil^ RPMI1640i§ft [The 
Journal of the American Medical Association, Hi, 519 (1967)] . -f — 5^ 
(Eagle) CD MEM #ife [ Science, 122, 501 (1952)] . DMEM^ife 
[Virology, &, 396 (1959)] , 199 [Proceeding of the Society for the 
Biological Medicine, 73, 1 (1950)] £tc\$, Ztl b <D%i&\Z*%iff fiiftm 

®#pH6~8, 30~40t:, 5% Jft £ # 7 # ft T T 1 ~ 7 S ffl ff 

fens. ^it^itujDT, *^-t^->> < ^-5/u>^<Dft 
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lr» 5 tl £ . S fc . TtT IS © , ffl A . Steroid-free calf serum 
(Hyclone ftgL CA) H & ffl l> b tl S . 

(Hygromycine) , G418. J* h M/+t- h (methotrexate)!! © S&T - * 

£ ZtsMt UTff 5 Vaccaro b©?7& [ Enzyme, 21, 115 (1987)] Sfctt 
Reedb©7j£ [int. J. Cancer, 5_0_, 901 (1992)] fcftoTff O Z. t^H * 
£ „ £ 7c > * » 3R S tt , iZhn>-3-U-;P7i-h©ftt)iJl:, 
^BlcSlTSS 4-/^-7M'J7i'J ;HtJl/7 x- h [4-methyl- 
umbelliferyl sulfate; Experimenta, 35, 309 (1979)] ^> p - X h □ 7 xX 
itJl' 7 x — h [p-nitrophenyl sulfate ; Padiat. Res., 11, 894 (1977)] H £ 

Ti§^L/iM£> ©*K©XX h n >- 3 -1f-;U7x- K X7 
h7-7t-Jk X7hO>^©X7h O vxXfc^fc^tJi&JlMwIifci 
£\ #Sg©X7 h □ vx >fc£«jj#£T"e©iBJIS©4**Sl 

^. M±W©X7 h □ -7x>{fc£*feC#TSggft#££Si'<5C t 

t < £XX h - 3 -it;i/7x- h £jSfr>«aftl;:l*. £S*K:igS 
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*«9i©jBR<EfcjHii&£j&ttfcj&*tt, it±©««iwantffl^ ens 

t LT-jR»CttfflSnT^* TNM-FH Ja ife (Pharmingen 
ttfi) , Sf-900 IISFM %M (GIBCO &S) . ExCell400 . ExCell405 

( Uftl fe JRH Biosciences &SSI) , Grace's Insect Medium [Grace, 
T.C.C., Nature, 1£5_, 788 (1962)] »*tfflH6ft5. fiSt pH 6-7, 

ias 25~3o ■CTfrbn. g^PiiHi, mi-sbhtjs. 

&£ tc (6 c x . y > * -? ^ -> > n©st4tiK * %m \zmm lt t» 

fcmmvMfcMtLTte, if)V3-X, 77^-7, 

cnssswrsM. T>7'>^i>^ttx>7 p >iP7K^^t)^©R7K 

Sfc §& 7 > 

*T$&©7 AJft, *©tt©*Mfcfc*. Jfctffc. ^7h>. 

U>»T4f*->£A. ttftth'JOA, Bfc&$f!-&. 
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bik-7>#>. mmm. fern.* & : s v km ##ufe>n<5. 

frfcft*. JgMSteBtt 15-40T;, JSglSHItt, ®3t 16-96 NfHT 

$>3, ***pHtt 3.0-9.0 pH©«gtt. 

©£. 7;i/*U»*. «*. ^M*^->^A, 7> ; E-7«&ffl^Tfr 

yn^-^-t LT^^ftoy n^E-*-£JB nfeJES'** 

-t^rc&i, < v-fu tr>»u - is -d- 

*n^n»*t«jiiLT'b its. 

fro ££#T#5. 

*T^*fcfc**i!SK»JtC*afifc*lQ-r5. -««IHHSf««. 
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i&tt^&ttL, mmzw*i&iEi*%o bps. 7xo-r ku-^7 

Atf. BALB/c-nu/nu (3-FT«7X) SCID T 7 X iZ , 1~5X10 6 <®, 

^-7 / > h ^ >^7 >: Becton& Dickinson frl?) £?g*PLTfcJ:^ 
[Br. J. Cancer, 67, 953 (1993)] . X 7, h O V x >fe£ft¥Ljg (C*f L X 
it, 17 h □ vx > -ft T 3 ±M<D[*]±^£3i&<7) 

JM O tim £ tig it $ it S Z t #T £ -5 „ 

Mj£ fcJ: ? T# Si) 5 ^ <h #T # 5 . 

(^g) x 2 h- 2 

X7ho>-3-it;U7x - h®$'&\zigm&®ib ZtitcmfrZMR 

xcK Fir* 7 7 ^--t'PtSffttaW&^fl^S. Umt^ZitS®?) 

4it&&fr b 3-40 ril;M^^«£i^LT« X7hn>-3-tr 
^7x- hM&-£l¥ <hx7 ho>-3-ir;i/7x - h <h^^T^#<b 

□ Flf;U7 7^--tiS14©^te^p^ ?) c<i:^Tt2.o 
m 1 «tlft£cl;tfBSfg&«tt<rj7xnK Kir ^7 7 ?--fcfS&£ 

122 &J&H£&!ifflfl£ft T8S-2£cttfllftT47D©X7 hOvxWfc^ 
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iiTt©#m&©£w ft^n^n^-r , 
ft-en-en^f. 

X X h o > - 3 - U- 7 x - h £ 7. f o -f K If ^ 7 7 ? - -if ESS 80 C 1 

% b £ met a fc a ©a a © rate 

thftlXfD^ Kif;P7 7 ^-fief STS tBSf) ft-a 

tJ7*7 7. 5 y H pSVL-STS [J. Biol. Chem., 2£4, 13865 (1989)] ft ft 16 & 
M XbalRtfBamHI TiSfcL. & £ ft ft $ it DNA 0r ft 7 # O - 7. 7 
;pmaac»T»ltL, »2.4kb © STS ft<a trf&rJtft^ 0 tB L . ftfflL 
fcc *BfMrft, ft*3»ll&ffiS£S / S**-pAGE248 [J. Biochcm.,_lflL 
1307 (1987)] © Xbal-BamHI V < Y \Z J? A L ft '& . #»rfi-©#A£ttfc 
©^7 ^-ftffl^AUM (DH5affc, GIBCO 483) ftJBSHEftU 
fc. inbfSfeift«tD7'7 7$-; KttHJ*y h (Qiagen&S) ft 
fflHT7*7*S y Kftfi&fflU pAGE248-STS ftMbfc. B*C±B 
*|)TH-ft-y-7^D-X>^ffl77X5 7 H pBlueScriptHSK(-) 
(StratageneftS!) © Xbal-BamHI ^ < h # X L . 1^^7*775^ 
H pBS-STS £©pBS-STS ft NotI &tf Xhol T'^Hr L . m&lZ 

LT sts ££tr»rfi-£1»fc. c© sts ft^trBirfrftiiMJiSffl^^ 

£*-pcDNA3 (lnvitrogen*±§3) © Notl-Xhol 1M SCifAL. 3SS7* 
7 7,i7H pcSTS ft ft J& L 7c . 
±B£43tr>Tiiatt*.7'7*S y F©HK©&»£, $!i IS H isO Bfr . ft 
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liJ Ltz^Z 7-DNA £ lOOng, STS tf DNA Iff M" £ 100 ng ffl V> fc. 
M DNA ft DNA 7<y-V3 h ver.l (Takara ^fflUTl 

£ tie ©STS ££WT£ :tl^Sy77 GenePulser 
(BioRad&$i) 0.2cm *S© + a<-yh (BioRad *±§S!) * 

MCF7SH8§^A Lit. 

ae^s^A-rsamatt, rpmh64o^* (gibco thS) nio%^ 

->^f?jfer* (HyClone &8) , 10- 10 M©XX h7/t-^ (Sigma th 
H) . 50U/mL«^-yU>G (GIBCO tt») . 50 (ig/mL © fig £ X h 
U7*hT>f->> (GIBCO &&iraLfcRPMI1640 i§H&Ti8!ftLfc 

feOSffltifc. hifcO 200(iLOfflte»a« (1.6 x 10 6 fi 

©M£^tJ, 137 nMttflS* 'J £ A, 2.7 nM ttfl: ^ h U "7 A , 8.1 mM 
U h ij ^7A, l.JnMU>»Z**-thU'7i». 4mM 

ttffcT^* 4 ngCD^g^y 5 7 5 v H Sim*., 0.30 

kV, 125(iFD> 2.3~2.5 m # © & # T/1 ^ 7 fc#l*fc. AJI/ 

afcfrttfcft, *a.^y H6*±Kl 5 Lfc. * n ^ h * 0 Sffl 

10 mL© RPMI1640 #ift ( 10 Jfc f? jfo. ft £ £ tJ ) TftJRL 
fc. 96 -7x^7°^- h (NuncttSa) C 100 nL # , 

3713© 5 %»K#x**»«T?«*i,fc. ler^iii, page**® 

^7 7-£*$ALfcMlC, 300 jig/mL tftSi 5 CA-f 7*0 V< ->> 
B (Wakothfi) SrSiOU pcDNA3 * © ^ 7 7 AJffl JIS 13 , G418 
(Sigma ttS) £ 0.6 mg/mLCSS «k 7 HSiDU 5 6l:lieitfc. 
3 9N#Jtft. fcift* PRF-MEM Sift [Eagles MEM^ift (Nissuift ' 
S) \Z 110 fig/mL © tf;i/t* >m-f b U «7A, 1 X Non Essential amino 
acids (ICN tt«) . 5 %7x0^f Ffc5fc9r**I&ff jfiLitfcgsin Ufc* 
ift] I; lO" 10 MOI-fJ«HJS!lI^*())IX H U>- 3 -it;U7i- 
h (Sigma tfcS) fe^tK 300 (ig/mL©A< 7*0-7 ->> B Sfctt 0.6 
mg/mL© G418 £ Jn *. » ift C £ & U $ S> iCig^Sr^ttfc. j£ + Ti& 
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fete G418 C»tt£fl-&. IS8tCI7 hn>-3--»t;i/7x - b#ft 

lET?li^fc7fP'f H»5fe*teffjfiiflltt, ^TOi^HbTf^iSL 
fc. 

0.5g«ffi14^ (Wakoftgi) . 5 mg h 7 > T-70 (Pharmacia 

ttB) . 50mMh 'JX-iiill ( P H8.0 ) 50 mL «t < »S t > 

n(C> 100 mLfl^Jj&ff jfilff £iD;i, 45 "CT30#M&fiU JS^^JBI 
Ljfc±*fc 0.1 urn 0 7 -f J^-THSIH/. ZftZT.T-U't KBfcS 

XXhD>-3-it;L-7x-h (Sigma 4t«. £j£<t3W£ LT 30 % 

-T^ffilSLfcfeWSlUfc. AftftCtt, 10mMX7hD>-3 

£SKiBfc»Lfc. -20 "CTfTofc. 

HiS0J 1 T?a&3ftfc»JHE3l»IB£ RPMI1640 MT F25 7 7 7 □ 
(Greiner ftH) *fflV*T**Lfc. flBtf*£&8® 60-80 

5 mLO PRF-MEM Ltz, Zti \Z 5 pmol <D [6,7- 

3 H] XX h □ >- 3 -U-jU7x- h (NENttgi) fcJO* 10' 9 
M) . 5%ftK#***l§*T4P#WJ&*£fTofc. **±i* 
lmL*&9> h;UX> SmL^ilD^. $ 6 \Zftm%*£t LT 4.5X 10 3 
dpmfl [4- ,4 C] X7hD>^in^> 30 J; < bit. *<D&20tt 

m»au *a£#it£gBK£Hii,fc. 2mLt o, 
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ftt8££ 0 100 |iL£TjR18Lfc. OMNIFLUOR (NEN&8) 4g/L$; 

Oj&jtffittfcafcUfc. 7Ki§ft<Z>Sf|T&£ [6,7- 3 H]XX h O >- 3 - 
t;P7i-h^e. EfcSttTfcSlBigtt© [6,7- 3 H]IXhD^C^ 

8&$**tiEL, tOifSHlCSlt, HI 1 

Cfc^T, T8S-2 SBB&flcte T47D»fi*K: pAGE248-STS 7* 7 7 5 y h' 
£»AL7i^fl£glMft, MCS-l MUfiHcRtf MCS-5 aHB&ftttMCF- 
7 M&K pcSTS 7"7^5 y Fft-*tt-en»ALfc»JtClfeafi|*. 
M8S-1 fflllfiflcW: MCF-7 fflj&ftl;: pAGE248-STS «r X L fc^3t<e4ftlffl 

ast^T&s. HUD«^a«t5i:, sts ^iais i. t i;=t o 30 

HftTfeS T470 &tf STS*A»R«te&»T8S-2. 
RPMI1640ffiift1fatftS*L. &£IBIi&*f 5 cm v*- U0«B 80 %£ 
H£)S < & H£W L/fcP#jftT, fcttfcx* h D 5>x PRF- 
MEM Mil 33ft 5 7>1£*1§T 5 BMttgL. ^^WSffl 

SS^EDTA- h'J^y/Si (GIBCO ftSS) TfUfittfc. Cn«i©!ffl 
1&£ 96 9 x ;u 7' V- V \Z 5X io 3 IBIS/ «7 x ;U £ * 5 «fc 5 13 MS L , 

x- h fc-tn-ettSSiOLfc PRF-MEM 100 nL&JDAT. 5%ft»# 

10- 7 MTfe§) . 7Bt, # "7 x Alamar Blue ttX (BIO SOURCE 
ttK) 10 iiL^m^m< Slffcft. 3ttffl£*l. 620 nm S#JHfc Li, 
560 nm <Z) |R ?t ft & jffl 36 U , fflfijBtflffittWfcRllfc Lfc. 

JBHCiftllfifcii-^T, &$ft<axx hD->*i>ft^i^i 

ft] Lfc*JfiT041f*jicl,fc©#B 2 Tfc5. 02l3fc^T. T47D ft 
\mWX'hD. T8S-2 «cttT47D*fc pAGE248-STS 
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m 2 CSLfcii K. STS £gAL£SBI&te, £|&ckO, 1/10~ 
1/100 S£ft»*©XX ho>-3-it^7x - h#*ETTt>4*Rll6 

«§$©&?££ STS £^AL£M<D£WT-&!jET & 

7c&©ffi«©M 

3 T#^nfc»RIEftfflflatt$ RPMI1640 *iftT8!ftg£&, 
EDTA- h U 7'v >mm (GIBCO tfcJS) TfflgL. RPMI1640 
l/fc. Zl©*ffllft£ 2X io 8 <!/mL C&5J:-5tiBaiB»K&IIISL. H§ 
iff3YFUy^-^-X^>h^>^7> (Becton& Dickinson ttS) 
irgfDLfCo ;itt£7~8l$, ittt, BALB/c-nu/nu ( 7 — 
1»5E) CD^TtZ 0.1 mL(lX I0 7 il) £*U;fc. fctt! B * «k 2 

M«©tf$i##lt Lfcf£ X7.hD>-3--y-;U7x-h^0.1 
mg/kg, SB, STS^lf:. iXfn>-3-tJl7x-Ffi4iO 
#ft£ftSBIBt*©jijl*tt£jSL;fc©#EI 3 T&5>„ xzho>-3- 

s&©fc§§©<=>nfc. xx h o >- 3 --y-;P7x- h&-$m~?\t£:Mw 

nmWS Xfn^ H-y-^7 7 *-1?i£ttlfiS?H©3&* 

HJlW4Tf snfci^ hD>-3-it;u7x - h n*fi£^ 

tf:^77&> 1^9EfO (1) Miff (2) XXhn>-3-tf 
^7x-h&4$ (3) 17 h 3 -+J-JU7X- HiitfXfD'f 

Flf^7 7^--ifE*3B»fflta!4»K:»»tfc. (2) ©SMzlixxho 
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>- 3 -UrfU7 X.- h 0.1 mg/kg , (3) (DUCttlX h O > - 3 - 
tr;U7x- h 0.1 mg/kg £XxCK Ht)-;i/7 7 ^-tflfiMT&SfcS 
*C14 [Cancer Res., 52, 702 (1997)] 25 mg/kg £ fc-t tt-t*tt 22 B M& 

*08*&EI4l3wT. lXho>-3-itJl7i- h»4iMiS:4lll! 

b 38 B 1 *"CKlM*#a*J 1.4 f&KUtinlxfctf. MlUte*^ 
*>tt*it;:«k 0 0.2 fglciUBLfc. Xtd< Hif^77^- 

-ifPle#J£X7 h □> - 3 -fJl/7i- h tffltif L£R#«> M 
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(2) ^rn< HU-;b7 7^-H?«fi^S:i»AL/fc»ian. ^sUT^il 

(3) Xrn^ H^77^-tflfif tlAlfe»B*i, K»E + T 
i£m£ttfcffflflST&5§f*©$ga (1) SJfcfiJ; (2) IEfs©#&„ 

(4) 7td< F-y-^7 7*--tntfi*fcWALfc«fij&«. m®\z®m 
z ftfc»iia-r*5 argots a en ste (2) !Ei£©;£&. 

(5) XtD^ K*JI'77^--tf3lfi^fe*ALfc«fiSft*lZ»flll/ 

§ii*©ibh ( i ) tm<Dji&. 

(6) tttttf b h&*0>Mtt?**ll$a)ftH (4) (5) gB$ 

(7) If^WlBH (1) ~ (6) EfcO^ffiC «fc 9»&tt*ZxD-f F 

( 8 ) 7xD< h*1t;i/7 7?-i?jl£^£2gALJt7xD'f K*JP*> 
ft#tt©i|$i£*-f SfflBS 

o) ne«tnttiBttT««ii$0!)«sei (8) ie$£©m. 

(10) T8S-2, MCS-l Sfctt M8S-1 *»6Btftl4IBIlfii?*S 

If^cD^H (8) (9) BEtt©IIi&. 
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Estrone -3-sulfate ( 0.1 mg / kg ) 

+ * r n y( 7 t 9 - -«<Sttli**l ( 25mg / kg ) 

^TP-rK-9-JU7T^-HfSttlBM©^**** 
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SEQUENCE LISTING 
<110> KYOWA HAKKO KOGYO CO., LTD., 

<I20> A METHOD OF SCREENING FOR STEROID SULPHATASE INHIBITORS 

<130> 1 1 126W01 

<140> 
<141> 

<160> 2 

<170> Patentln Ver. 2. 0 

<210> 1 
<211> 583 
<212> PRT 
<213> Homo sapiens 

<400> 1 

Met Pro Leu Arg Lys Met Lys He Pro Phe Leu Leu Leu Phe Phe Leu 
15 10 15 

Trp Glu Ala Glu Ser His Ala Ala Ser Arg Pro Asn He He Leu Val 
20 25 30 

Met Ala Asp Asp Leu Gly He Gly Asp Pro Gly Cys Tyr Gly Asn Lys 
35 40 45 

Thr He Arg Thr Pro Asn He Asp Arg Leu Ala Ser Gly Gly Val Lys 
50 55 60 

Leu Thr Gin His Leu Ala Ala Ser Pro Leu Cys Thr Pro Ser Arg Ala 
65 70 75 80 
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Ala Phe Met Thr Gly Arg Tyr Pro Val Arg Ser Gly Met Ala Ser Trp 
85 90 95 

Ser Arg Thr Gly Val Phe Leu Phe Thr Ala Ser Ser Gly Gly Leu Pro 
100 105 110 

Thr Asp Glu He Thr Phe Ala Lys Leu Leu Lys Asp Gin Gly Tyr Ser 
115 120 125 

Thr Ala Leu He Gly Lys Trp His Leu Gly Met Ser Cys His Ser Lys 
130 135 140 

Thr Asp Phe Cys His His Pro Leu His His Gly Phe Asn Tyr Phe Tyr 
145 150 155 160 

Gly He Ser Leu Thr Asn Leu Arg Asp Cys Lys Pro Gly Glu Gly Ser 
165 170 175 

Val Phe Thr Thr Gly Phe Lys Arg Leu Val Phe Leu Pro Leu Gin He 
180 185 190 

Val Gly Val Thr Leu Leu Thr Leu Ala Ala Leu Asn Cys Leu Gly Leu 
195 200 205 

Leu His Val Pro Leu Gly Val Phe Phe Ser Leu Leu Phe Leu Ala Ala 
210 215 220 

Leu lie Leu Thr Leu Phe Leu Gly Phe Leu His Tyr Phe Arg Pro Leu 
225 230 235 240 

Asn Cys Phe Met Mel Arg Asn Tyr Glu He He Gin Gin Pro Met Ser 
245 250 255 



Tyr Asp Asn Leu Thr Gin Arg Leu Thr Val Glu Ala Ala Gin Phe He 
260 265 270 
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Gin Arg Asn Thr Glu Thr Pro Phe Leu Leu Val Leu Ser Tyr Leu His 
275 280 285 

Val His Thr Ala Leu Phe Ser Ser Lys Asp Phe Ala Gly Lys Ser Gin 
290 295 300 

His Gly Val Tyr Gly Asp Ala Val Glu Glu Met Asp Trp Ser Val Gly 
305 310 315 320 

Gin He Leu Asn Leu Leu Asp Glu Leu Arg Leu Ala Asn Asp Thr Leu 
325 330 335 

He Tyr Phe Thr Ser Asp Gin Gly Ala His Val Glu Glu Val Ser Ser 
340 345 350 

Lys Gly Glu He His Gly Gly Ser Asn Gly He Tyr Lys Gly Gly Lys 
355 360 365 

Ala Asn Asn Trp Glu Gly Gly He Arg Val Pro Gly He Leu Arg Trp 
370 375 380 

Pro Arg Val He Gin Ala Gly Gin Lys He Asp Glu Pro Thr Ser Asn 
385 390 395 400 

Met Asp He Phe Pro Thr Val Ala Lys Leu Ala Gly Ala Pro Leu Pro 
405 410 415 

Glu Asp Arg He He Asp Gly Arg Asp Leu Met Pro Leu Leu Glu Gly 
420 425 430 

Lys Ser Gin Arg Ser Asp His Glu Phe Leu Phe His Tyr Cys Asn Ala 
435 440 445 



Tyr Leu Asn Ala Val Arg Trp His Pro Gin Asn Ser Thr Ser He Trp 
450 455 460 
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Lys Ala Phe Phe Phe Thr Pro Asn Phe Asn Pro Val Gly Ser Asn Gly 
465 470 475 480 

Cys Phe Ala Thr His Val Cys Phe Cys Phe Gly Ser Tyr Val Thr His 
485 490 495 

His Asp Pro Pro Leu Leu Phe Asp He Ser Lys Asp Pro Arg Glu Arg 
500 505 510 

Asn Pro Leu Thr Pro Ala Ser Glu Pro Arg Phe Tyr Glu lie Leu Lys 
515 520 525 

Val Met Gin Glu Ala Ala Asp Arg His Thr Gin Thr Leu Pro Glu Val 
530 535 540 

Pro Asp Gin Phe Ser Trp Asn Asn Phe Leu Trp Lys Pro Trp Leu Gin 
545 550 555 560 

Leu Cys Cys Pro Ser Thr Gly Leu Ser Cys Gin Cys Asp Arg Glu Lys 
565 570 575 

Gin Asp Lys Arg Leu Ser Arg 
580 



<210> 2 

<211> 2401 

<212>DNA 

<213> Homo sapiens 

<220> 
<221> CDS 

<222> (204).. (1952) 
<400> 2 

gcctccagca gctgacggga cccagctgta gtgaggttgc agtgattgag taggattggc 60 
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ctgcttcaaa gcagaggttt ctcatgggaa tatgcttatt aaactcccac tggtgcagaa 120 

accatgaaca gaggatgaac aagtgaagtl gcaatctcct ccatcacagc tcagttcccc 180 

aacaacagga tcacaagctg gag atg cct tta agg aag atg aag ate cct tic 233 

Met Pro Leu Arg Lys Met Lys He Pro Phe 
1 5 10 

etc eta ctg ttc ttt ctg tgg gaa gee gag age cac gca gca tea agg 281 
Leu Leu Leu Phe Phe Leu Trp Glu Ala Glu Ser His Ala Ala Ser Arg 
15 20 25 

ccg aac ate ate ctg gtg atg get gac gac etc ggc att gga gat cct 329 
Pro Asn He He Leu Val Met Ala Asp Asp Leu Gly He Gly Asp Pro 
30 35 40 

ggg tgc tat ggg aac aaa act ate agg act ccc aat ate gac egg ttg 377 
Gly Cys Tyr Gly Asn Lys Thr He Arg Thr Pro Asn He Asp Arg Leu 
45 50 55 

gee agt ggg gga gtg aaa etc act cag cac ctg gca gca tea ccg ctg 425 
Ala Ser Gly Gly Val Lys Leu Thr Gin His Leu Ala Ala Ser Pro Leu 
60 65 70 

tgc aca cca age agg gca gee ttc atg act ggc egg tac cct gtc cga 473 
Cys Thr Pro Ser Arg Ala Ala Phe Met Thr Gly Arg Tyr Pro Val Arg 
75 80 85 90 

tea gga atg gca tct tgg tec cgc act gga gtt ttc etc ttc aca gec 521 
Ser Gly Met Ala Ser Trp Ser Arg Thr Gly Val Phe Leu Phe Thr Ala 
95 100 105 

tct teg gga gga ctt ccc acc gat gag att ace ttt get aag ctt ctg 569 
Ser Ser Gly Gly Leu Pro Thr Asp Glu He Thr Phe Ala Lys Leu Leu 
110 115 120 



5/9 



WO 99/50453 PCT/JP99/01546 



aag gat caa ggt tat tea aca gca ctg ata ggg aaa tgg cac ctt ggg 617 
Lys Asp Gin Gly Tyr Ser Thr Ala Leu He Gly Lys Trp His Leu Gly 
125 130 135 

atg age tgt cac age aag act gac ttc tgt cac cac cct tta cat cac 665 
Met Ser Cys His Ser Lys Thr Asp Phe Cys His His Pro Leu His His 
140 145 150 

ggc ttc aat tat ttc tat ggg ate tct ttg acc aat ctg aga gac tgc 713 
Gly Phe Asn Tyr Phe Tyr Gly lie Ser Leu Thr Asn Leu Arg Asp Cys 
155 160 165 170 

aag ccc gga gag ggc agt gtc ttc acc acg ggc ttc aag agg ctg.gtc 761 
Lys Pro Gly Glu Gly Ser Val Phe Thr Thr Gly Phe Lys Arg Leu Val 
175' 180 185 

ttc etc ccc ctg cag ate gtc ggg gtc acc etc ctt acc ctt get gca 809 
Phe Leu Pro Leu Gin He Val Gly Val Thr Leu Leu Thr Leu Ala Ala 
190 195 200 

etc aat tgt ctg ggg eta etc cac gtg cct eta ggc gtt ttt ttc age 857 
Leu Asn Cys Leu Gly Leu Leu His Val Pro Leu Gly Val Phe Phe Ser 
205 210 215 

ctt etc ttc eta gca gee eta ate ctg acc ctt ttc ttg ggc ttc ctt 905 
Leu Leu Phe Leu Ala Ala Leu He Leu Thr Leu Phe Leu Gly Phe Leu 
220 225 230 

cat tac ttc egg ccc ctg aac tgc ttc atg atg agg aac tac gag ate 953 
His Tyr Phe Arg Pro Leu Asn Cys Phe Met Met Arg Asn Tyr Glu He 
235 240 245 250 

att cag cag ccc atg tec tat gac aat etc acc cag agg eta acg gtg 1001 
lie Gin Gin Pro Met Ser Tyr Asp Asn Leu Thr Gin Arg Leu Thr Val 
255 260 265 
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gag gcg gcc cag ttc ata cag egg aac act gag act ccg ttc ctg ctt 1049 
Glu Ala Ala Gin Phe lie Gin Arg Asn Thr Gin Thr Pro Phe Leu Leu 
270 275 280 



gtc ttg tec tac etc cac gtg cac aca gcc ctg ttc tec age aaa gac 1097 

Val Leu Ser Tyr Leu His Val His Thr Ala Leu Phe Ser Ser Lys Asp 

285 290 295 

ttt get ggc aaa agt caa cac gga gtc tac ggg gat get gtt gag gaa 1145 

Phe Ala Gly Lys Ser Gin His Gly Val Tyr Gly Asp Ala Val Glu Glu 
300 305 310 



atg gac tgg agt gtg ggg cag ate ttg aac ctt ctg gat gag ctg aga 1193 

Met Asp Trp Ser Val Gly Gin He Leu Asn Leu Leu Asp Glu Leu Arg 
315 320 325 330 

ttg get aat gat acc etc ate tac ttc aca teg gac cag gga gca cat 1241 

Leu Ala Asn Asp Thr Leu lie Tyr Phe Thr Ser Asp Gin Gly Ala His 
335 340 345 



gta gag gag gtg tct tec aaa gga gaa att cat ggc gga agt aat ggg 1289 
Val Glu Glu Val Ser Ser Lys Gly Glu lie His Gly Gly Ser Asn Gly 
350 355 360 



ate tat aaa gga gga aaa gca aac aac tgg gaa gga ggt ate egg gtt 
lie Tyr Lys Gly Gly Lys Ala Asn Asn Trp Glu Gly Gly He Arg Val 
365 370 375 



1337 



cca ggc ate ctt cgt tgg ccc agg gtg ata cag get ggc cag aag att 
Pro Gly He Leu Arg Trp Pro Arg Val He Gin Ala Gly Gin Lys He 
380 385 390 



1385 



gat gag ccc act age aac atg gac ata ttt cct aca gta gcc aag ctg 
Asp Glu Pro Thr Ser Asn Met Asp He Phe Pro Thr Val Ala Lys Leu 
395 400 405 410 



1433 
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get gga get ccc ttg cct gag gac agg ate att gat gga cgt gat ctg 1481 
Ala Gly Ala Pro Leu Pro Glu Asp Arg He He Asp Gly Arg Asp Leu 
415 420 425 

atg ccc ctg ctt gaa gga aaa age caa cgc tec gat cat gag ttt etc 1529 
Met Pro Leu Leu Glu Gly Lys Ser Gin Arg Ser Asp His Glu Phe Leu 
430 435 440 

ttc cat tac tgc aac gee tac tta aat get gtg cgc tgg cac cct cag 1577 
Phe His Tyr Cys Asn Ala Tyr Leu Asn Ala Val Arg Trp His Pro Gin 
445 450 455 

aac age aca tec ate tgg aag gee ttt ttc ttc acc ccc aac tic aac 1625 
Asn Ser Thr Ser He Trp Lys Ala Phe Phe Phe Thr Pro Asn Phe Asn 
460 465 470 

ccc gtg ggt tec aac gga tgc ttt gee aca cac gtg tgc ttc tgt ttc 1673 
Pro Val Gly Ser Asn Gly Cys Phe Ala Thr His Val Cys Phe Cys Phe 
475 480 485 490 

ggg agt tat gtc acc cat cac gac cca cct tta etc ttt gat att tec 1721 
Gly Ser Tyr Val Thr His His Asp Pro Pro Leu Leu Phe Asp lie Ser 
495 500 505 

aaa gat ccc aga gag aga aac cca eta act cca gca tec gag ccc egg 1769 
Lys Asp Pro Arg Glu Arg Asn Pro Leu Thr Pro Ala Ser Glu Pro Arg 
510 515 520 

ttt tat gaa ate etc aaa gtc atg cag gaa get gcg gac aga cac acc 1817 
Phe Tyr Glu He Leu Lys Val Met Gin Glu Ala Ala Asp Arg His Thr 
525 530 535 

cag acc ctg cca gag gtg ccc gat cag ttt tea tgg aac aac ttt ctt 1865 
Gin Thr Leu Pro Glu Val Pro Asp Gin Phe Ser Trp Asn Asn Phe Leu 
540 545 550 
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tgg aag ccc tgg ctt cag ctg tgc tgt cct tec acc ggc ctg tct tgc 1913 
Trp Lys Pro Trp Leu Gin Leu Cys Cys Pro Ser Thr Gly Leu Ser Cys 
555 560 565 570 

cag tgt gat aga gaa aaa cag gat aag aga ctg age cgc tagcagcgcc 1962 
Gin Cys Asp Arg Glu Lys Gin Asp Lys Arg Leu Ser Arg 
575 580 

tggggaccag acagaegcat gtggcaaagc tcaccatctt cactacaaac aegectgaga 2022 

gtggcactgg ggaaacataa ctccatctac accttggatt tggactgatt ctccatttta 2082 

tcacctgaag gettgggeca gagctcaaca gctactcaac tggagggglg agggggataa 2142 

ggtctgtagt atacagacag gaagatggta ggtttatgcc ttctgtggcc agagtcttgg 2202 

actcatggaa atagaatgaa lagaggggca ttcacaaggc acaccagtgc aagcagatga 2262 

caaaaaggtg cagaaggcaa tcttaaaaca gaaaggtgca ggaggtacct taactcaccc 2322 

ctcagcaaat acctatgtca acagtataag ttaccattta ctctataatc tgcagtgatg 2382 

caataaccag cataataaa 2401 
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